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Key Points
• NOD-specific Sirpa polymor-
phism is the genetic determi-
nant of highly efficient xeno-
graft activity in NOD-based
immunodeficient mouse mod-
els.
Current mouse lines efficient for human cell xenotransplantation are backcrossed into
NOD mice to introduce its multiple immunodeficient phenotypes. Our positional
genetic study has located the NOD-specific polymorphic Sirpa as a molecule respon-
sible for its high xenograft efficiency: it recognizes human CD47 and the resultant
signaling may cause NOD macrophages not to engulf human grafts. In the present
study, we established C57BL/6.Rag2nullIl2rgnull mice harboring NOD-Sirpa (BRGS). BRGS
mice engrafted human hematopoiesis with an efficiency that was equal to or even better
than that of the NOD.Rag1nullIl2rgnull strain, one of the best xenograft models. Conse-
quently, BRGS mice are free from other NOD-related abnormalities; for example, they
have normalized C5 function that enables the evaluation of complement-dependent cytotoxicity of antibodies against human grafts
in the humanized mouse model. Our data show that efficient human cell engraftment found in NOD-based models is mounted solely
by their polymorphic Sirpa. The simplified BRGS line should be very useful in future studies of human stem cell biology. (Blood.
2013;121(8):1316-1325)
Introduction
Immunodeficient mice are widely used to reconstitute human
hematopoiesis by xenotransplantation of hematopoietic stem cells
(HSCs).1,2 This “humanized” mouse model provides a powerful
tool with which to evaluate the biologic properties of human HSCs
and progenitors in vivo.3,4 Such xenotransplantation systems have
also been used to study human cancer stem cells.5-8
Elimination of the lymphoid system is the first step to achieving
reconstitution of human hematopoiesis. To deplete T and B cells,
the scid mutation in the Prkdc gene9-11 or disruption of the
recombination activating gene 1 or 2 (Rag1 and Rag2)12,13 has been
introduced into various mouse strains. In addition, to deplete
natural killer (NK) cells or their functions, the IL-2 receptor
common  chain subunit (Il2rg)14-16 or beta-2-microglobulin
(B2m)17-19 is disrupted.
However, depletion of lymphoid cells is not sufficient and it has
been shown empirically that additional strain-specific factors
modulate human hematopoietic engraftment in the xenotransplanta-
tion setting. For example, within the SCID strain, the SCID with
the NOD background was the gold standard for the xenotransplan-
tation assay based on its high efficiency.11 In fact, recent studies
have shown that among the lymphoid-depleted mouse strains, the
NOD-scid Il2rgnull (NSG/NOG)14,15 and NOD.Rag1nullIl2rgnull
(NOD-RG)20 strains are the most efficient; the BALB/c.Rag2nullIl2rgnull
(BALB-RG) strain is the next efficient21,22; and the C57BL/6 strains
with scid,23 Rag2null, Rag2nullB2mnull, Rag2nullPrfnull,24 or Rag2nullJak3null25
mutations are unable to reconstitute human hematopoiesis. The
NOD strain has multiple immune deficiencies, including defects of
appropriate regulation of the T-lymphocyte repertoire, antigen
presenting cell function, NK cell function,26and hemolytic comple-
ment (C5) and cytokine production from macrophages,27 and these
abnormalities are presumed to collaborate to cause the develop-
ment of autoimmune diabetes and hemolytic anemia.26,28 To
establish xenotransplantation models, lymphoid-depleted strains
have been backcrossed into the NOD/ShiLt–inbred strain multiple
times to introduce such numerous NOD-specific abnormalities.14,15
However, it was unknown whether we could select a genetic
determinant(s) specially required to achieve the NOD-specific high
engraftment capability for human cells.
Previously, we used positional genetics to characterize the
molecular basis for this capability in the NOD strain by measuring
the ability of mouse BM stromal layers to support hematopoietic
long-term culture-initiating cell activity (LTC-IC) in vitro and
identified the strain differences as the polymorphism of the Sirpa
gene located within the insulin-dependent diabetes (Idd-13) locus.24
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Stroma cells from the NOD BM supports LTC-IC of human cells,
but those from C57BL/6 could not. Enforced expression of the
NOD-type SIRPA enabled C57BL/6 stroma cells to support human
LTC-IC.24 This in vitro finding is also applicable to the in vivo
setting, as shown by another study in which a human SIRPA BAC
transgene introduced into Rag2nullIl2rgnull mice on a mixed 129;
BALB/c background significantly improved the efficiency of
human hematopoietic engraftment.29
SIRPA is a transmembrane protein that contains 3 Ig-like
domains within the extracellular region. It is expressed in macro-
phages, myeloid cells, and neurons, and interacts with its ligand
CD47 through its respective IgV-like domains, where the NOD
strain has specific polymorphism. CD47 is a member of the Ig
superfamily that is ubiquitously expressed in hematopoietic and
nonhematopoietic cells. The cytoplasmic region of SIRPA has
immunoreceptor tyrosine–based inhibitory motifs, and binding
cell-surface CD47 with SIRPA on macrophages provokes inhibi-
tory signals through phosphorylation of these inhibitory motifs of
SIRPA,30 preventing their phagocytic activity.31-33 A recent study
also showed that transgenic expression of mouse CD47 into
CD34CD38 human fetal liver cells significantly enhanced the
human cell engraftment into BALB-RG mice.34 Based on these
data, the binding of NOD-SIRPA with human CD47 might produce
signals for mouse macrophages not to engulf human HSCs, which
presumably makes the strain permissive for human HSC
engraftment.24
The most important question was whether the NOD-specific
highly efficient human cell engraftment in vivo could be explained
solely by the NOD-Sirpa polymorphism. In the present study, we
established a C57BL/6.Rag2nullIl2rgnull (C57BL/6-RG) mouse line
harboring the NOD-type Sirpa. Our data show clearly that replace-
ment of the C57BL/6-type Sirpa with the NOD-type Sirpa is
sufficient for the C57BL/6-RG strain to be endowed with the
xenotransplantation capability that is at least equal to NOD-RG
mice. Therefore, we successfully segregated the genetic abnormal-
ity responsible for efficient human cell engraftment from mul-
tiple genetic abnormalities in the NOD strain. The simplified
humanized mouse system established by the new C57BL/
6.Rag2nullIl2rgnullNOD-Sirpa (BRGS) strain should be very useful




C57BL/6, C57BL/6.NOD-Idd13, NOD, NOD.CB17-Prkdcscid (NOD-scid),
and NOD.Cg-Rag1tm1MomIl2rgtm1Wjl/Sz (NOD-RG) mice were purchased
from the Jackson Laboratory; C57BL/6.Rag2tm1FwaIl2rgtm1Wjl (C57BL/6-RG)
mice were purchased from Taconic. All mice were bred and maintained in
individual ventilated cages at the Kyushu University Animal Facility and
fed with autoclaved food and water. BRGS mice were generated by
breeding C57BL/6-RG and C57BL/6.NOD-Idd13 mice and backcrossed
with C57BL/6-RG mice. Rag2 gene and Sirpa gene are located on
chromosome 2 with 17.1 cM. First, we repeated the breeding of C57BL/
6-RG and C57BL/6.NOD-Idd13 mice, and after 10 breedings, we obtained
the recombination between the Rag2 and the SirpaNOD loci by chromo-
somal crossover. This was examined by genotyping by the microsatellite
markers D2Mit447 and D2Mit338, which are 0.63 cM apart on chromo-
some 2, during interbreeding. In addition, Sirpa, Rag2, and Il2rg were
genetically typed by PCR and direct sequencing. In C57BL/6.NOD-
(D2Mit447-D2Mit338) Rag2nullIl2rgnull mice, the region between D2Mit447
and D2Mit338 contains 33 genes, including Sirpa, but Sirpa is the only gene
within the Idd13 locus that is expressed in BM stromal cells and
macrophages and had coding sequence polymorphism between the NOD
and other strains.24 Therefore, we refer to our established mouse line as
BRGS herein. Sequences of the oligonucleotide primers used are provided
in supplemental Table 1 (available on the Blood Web site; see the
Supplemental Materials link at the top of the online article). All experiments
were conducted following the guidelines of the institutional animal
committee of Kyushu University.
Binding affinity of mouse macrophages to human CD47-Fc
Mouse macrophages were obtained by peritoneal lavage. Cells were stained
with purified anti–mouse Sirpa (P84; BD Biosciences) conjugated with PE
and anti–mouse CD11b (3A33; Beckman Coulter) conjugated with FITC.
CD11bSIRPA cells were defined as mature macrophages. The binding
between SIRPA and CD47 was assessed by staining with biotinylated
human CD47-Fc conjugated with streptavidin-allophycocyanin (APC),35
and analyzed with a FACSAria III cell sorter (BD Biosciences).
In vitro mouse macrophage phagocytosis assays for human
hematopoietic stem cells
Phagocytic activity of mouse macrophages against the human CD34CD38
population that contains the majority of human HSCs was evaluated
in vitro, as described previously.36 In brief, mouse peritoneal-derived
macrophages were incubated at 1.0  104 cells in 200 L of RPMI
1640 medium in Falcon culture tubes (2058; BD Biosciences). Cells
were opsonized with CD34 antibody (sc-19621; Santa Cruz Biotechnol-
ogy), incubated with mouse IFN- (100 ng/mL; R&D Systems) for
24 hours, and then lipopolysaccharide (0.3 g/L) for 1 hour. Human
cord blood (CB) HSCs were then added to the tubes. Two hours after
coincubation with macrophages and target cells, the phagocytic index was
calculated using the following formula: phagocytic index  number of
ingested cells/(number of macrophages/100). At least 200 macrophages
were counted by a blinded observer.
Sensitivity of BRGS mice to irradiation
Cohorts of BRGS mice were exposed to varying doses of the whole-body
irradiation from a 137Cs -irradiator. The mice were examined daily and
euthanized when moribund. Surviving mice were euthanized at 8 weeks
after irradiation. NOG/NSG mice are highly radiosensitive because of the
scid mutation. To examine the radiosensitivity of BRGS mice, 6- to
10-week-old BRGS mice were irradiated with 550-670 cGy, and monitored
for 8 weeks. Early deaths were observed in the mouse group irradiated
with more than 620 cGy, whereas those irradiated with 550-580 cGy
survived at the end of 8 weeks. Based on these data, we irradiated
BRGS mice at 580 cGy in all xenotransplantation experiments. The
irradiation doses for experiments with NOD-RG (420 cGy) and C57BL/
6-RG (670 cGy) were decided by radiosensitivity experiments.
Transplantation of human HSCs into mice
CB cells were collected during normal full-term deliveries after obtain-
ing informed consent in accordance with the Declaration of Helsinki
(provided by the Kyushu Block Red Cross Blood Center, Japan Red
Cross Society). Mononuclear cells were separated by Ficoll-Hypaque
density-gradient centrifugation. Lineage-depleted CB cells were obtained
magnetically using a lineage cell depletion kit (Miltenyi Biotec). A total of
5  103 CD34CD38 cells were injected intrafemorally into mice. Within
an individual experiment, mice of each strain received CD34CD38 cells
purified from the same mixture of CB cells from multiple donors. After
transplantation, mice were given sterile water containing prophylactic
enrofloxacin (Baytril; Bayer HealthCare). Mice were killed 8, 16, or
24 weeks after transplantation.
Antibodies, cell staining, and sorting
For the analyses of mouse T, B, and NK cells, mouse peripheral blood cells
were stained with PE-conjugated anti-CD3 (145-2C11), FITC-conjugated
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anti-CD19 (1D3), APC-conjugated anti-NK1.1 (PK136; BD Biosciences),
and Pacific Blue–conjugated anti–Gr-1 (RB6-8C5; BioLegend). Sorting of
CD34CD38 subfractions was accomplished by staining lineage-depleted
CB cells with FITC-conjugated anti-CD34 (581/CD34) and PE-conjugated
anti-CD38 (HIT2; BD Biosciences). For analysis and sorting of human cells
in the immunodeficient mice, FITC-conjugated anti-CD4 (RPA-T4), CD33
(HIM3-4), CD41a (HIP8), TCR  (WT31), TCR 	 (11F2), Ig
 L chain
(JDC-12), Ig L chain (G20-193; BD Biosciences), anti-CD10 (SS2/36;
Dako), PE-conjugated anti-CD8 (RPA-T8), CD20 (2H7), NKp46 (9E2; BD
Biosciences), CD235a (JC159; Dako), PE-Cy7–conjugated anti-CD3 (SK7;
BD Biosciences), CD19 (HIB19; BioLegend), APC-conjugated anti-CD45
(J33; Beckman Coulter), and PaB-conjugated anti–mouse CD45 (30-F11;
BioLegend) monoclonal antibodies were used in addition to the antibodies
described in the preceding paragraph. Nonviable cells were excluded by
propidium iodide staining. The cells were analyzed and sorted with a
FACSAria cell sorter (BD Biosciences).
Complement-dependent hemolytic activity
To estimate the serum complement activity of mice, the peripheral blood of
mice were collected in 1.5-mL tubes and allowed to stand at room
temperature for 1 hour. The serum was collected after centrifugation of the
blood at 200g for 15 minutes at 4°C and stored 80°C until use. The
mixtures of each diluted sera of mice, 3.75  106 erythrocytes of sheep and
2.5g of zymosan (Imgenex) were incubated 10 hours at 37°C. After
incubation, the absorbance of each sample at 415 nm was measured.
In vivo antibody treatment in a disseminated lymphoma
xenograft model
A total of 8  105 Raji cells (Burkitt lymphoma cell line; American Type
Culture Collection) were injected into BRGS or NOD-RG mice (6-10 weeks
of age) via the tail vein. Raji cells proliferated predominantly in the BM.
Ten days after injection, these mice were IP injected daily with 200 g of
rituximab or mouse IgG2a control for 1 week and then BM cells were
collected and analyzed with the FACSAria III.
Statistical analysis
Data are presented as means  SD. The significance of the differences
between groups was determined via the Student t test. For comparison of
complement-dependent hemolytic activity among the mouse strains,
repeated-measures ANOVA was performed.
Results
Establishment of the BRGS mouse
The BRGS mouse line was established by breeding the C57BL/
6-RG with the C57BL/6.NOD-Idd13 mouse that is congenic for
NOD-derived Idd13 locus within which the Sirpa is the only gene
that is polymorphic and is expressed in the BM stromal cells.24
BRGS mice were all born healthy and displayed good fertility.
They showed a median life span of 65 weeks without the
development of lymphoma that usually occurs in the NOD-scid
strain after the age of 5 months.11
As shown in Figure 1A, BRGS mice had normal levels of
hemoglobin and platelets, but a low number of leukocytes. This is
because of the lack of CD3 T cells, CD19 B cells, and NK1.1
NK cells (Figure 1B). IP macrophages from either C57BL/6-RG,
BRGS or NOD-RG mice were evaluated for the binding to human
CD47 on FACS. CD11b peritoneal macrophages strongly ex-
pressed SIRPA in all of these strains. As shown in Figure 1C, both
macrophages from the BRGS and those from the NOD-RG strain
bound to the human CD47-Fc protein, whereas those from the
Figure 1. BRGS mice lack lymphocytes and SIRPA recognizes human CD47-Fc. (A) Frequencies of blood leukocytes, erythrocytes, hemoglobin, and platelets in BRGS
mice. Leukocyte counts in BRGS (2.69  1.01  103/L) and NOD-RG mice (2.23  0.7  103/L) are significantly decreased compared with that in C57BL/6 mice
(9.6  0.32  103/L). BRGS mice have normal erythrocyte (9.63  0.63  106/L), hemoglobin (14.0  0.6 g/dL), and platelet (8.7  2.0  105/L) counts. (B) Represen-
tative FACS plots of blood in C57BL/6 and BRGS mice. BRGS mice lacked T, B, and NK cells. (C) Binding activity of human CD47-Fc to SIRPA expressed in peritoneal
macrophages derived from C57BL/6-RG, BRGS, or NOD-RG mice. Macrophages from BRGS and NOD-RG mice, but not those from C57BL/6-RG mice, were stained with
human CD47-Fc on FACS. (D) Phagocytosis assay of C57BL/6-RG, BRGS, or NOD-RG macrophages against human CD34CD38 CB HSCs (n  3). The phagocytic index
was determined as the number of engulfed cells per 100 macrophages. Bars indicate mean SD.
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C57BL/6 strain did not, confirming that BRGS mice have the
NOD-type SIRPA that can bind to human CD47. Consistent
with these binding data, when macrophages of each strain were
cultured with human CD34CD38 cells, macrophages from
C57BL/6-RG mice, but not those from BRGS or NOD-RG mice,
actively engulfed human CD34CD38 cells, as shown by the
significant elevation of the phagocytic index in the C57BL/6-RG
mice (Figure 1D).
BRGS mice are capable of multilineage reconstitution of
human hematopoiesis with efficiency at least equal to that of
NOD-RG mice
A recent study has shown that intrafemoral injection is more
efficient than IV injection in the xenotransplantation setting.37
We used intrafemoral injection into adult mice in the present
study because our preliminary data also showed that human cell
chimerisms of adult BRGS by intrafemoral injection was
significantly better than those with IV injection (data not shown).
We transplanted 5  103 CD34CD38 human CB cells intrafemo-
rally into C57BL/6-RG, BRGS or NOD-RG mice at the age of 6-8
weeks. Before transplantation, C57BL/6-RG, BRGS, and NOD-RG
mice were irradiated with 670, 580, and 420 cGy, respectively.
Each dose was set by irradiation tolerance experiments (see the
Methods).
At 8 weeks after transplantation, human CD45 cells were not
detectable in C57BL/6-RG mice (Figure 2A). Both BRGS and
NOD-RG showed successful reconstitution and their average
frequencies of human CD45 cells were 59.9% and 55.8%,
respectively. Recent studies have shown that in the NSG strain,15
female recipients better support the reconstitution of human
hematopoiesis, although the underlying mechanism for this re-
mains unclear.38,39 As shown in Figure 2A, NOD-RG and BRGS
female mice showed equally excellent human CD45 reconstitu-
tion at approximately 70% chimerism. NOD-RG male mice,
however, showed significantly poor reconstitution (16.6% of
human cell chimerism on average) compared with NOD-RG
female mice. In contrast, the percentages of human cell chimerisms
in BRGS male mice (approximately 45%) were only slightly lower
than those in BRGS female mice and, as a result, BRGS male mice
showed significantly better engraftment compared with NOD-RG
male mice.
In the BM, the percentages of CD19 B cells, CD33 myeloid
cells, and CD34CD38 cells that contain the majority of human
HSCs were almost equal between the BRGS and the NOD-RG
strains irrespective of sex (Figure 2B). Representative FACS plots
at 8 weeks after injection are shown in Figure 3A. In the spleen,
small numbers of CD3 T cells and CD3NKp46 NK cells, as
well as CD41 megakaryocytes and CD235a erythrocytes, were
found in both BRGS and NOD-RG mice (Figure 3A) and there was
no significant difference in the percentages of these cells between
the 2 strains regardless of sex. The majority of human cells in the
spleen were CD19 B cells (Figure 3B). Although BM human
Figure 2. BRGS mice show efficient engraftment of
human HSCs comparable to NOD-RG mice. In the
BM, human HSC engraftment was examined by flow
cytometric analysis 8 weeks after transplantation. C57BL/
6-RG mice (f; n  5), female BRGS mice (F; n  17),
male BRGS mice (E; n  12), female NOD-RG mice
(Œ; n  13), and male NOD-RG mice (‚; n  5) mice
were analyzed. (A) Both BRGS and NOD-RG female
mice showed excellent human CD45 reconstitution.
BRGS male mice showed significantly better engraftment
compared with NOD-RG male mice. (B) Frequencies of
CD19 B cells, CD33 myeloid cells, and CD34CD38
HSCs in BRGS and NOD-RG mice.
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CD19 cells were mainly CD10CD20 immature B cells, the
majority (approximately 90%) of human spleen CD19 cells were
CD10CD20 mature B cells (data not shown). Thymic T cells
were found in both the BRGS and NOD-RG strains, and the
majority of human CD3 T cells in the thymus were CD4CD8
immature T cells (Figure 3A,C).
Figure 4 shows the analysis of reconstitution of human HSCs at
16 weeks after transplantation. In this analysis, we used only
female BRGS and NOD-RG mice. In the BM, both BRGS and
NOD-RG mice showed sustained human cell engraftment and the
frequencies of human CD45 cells were 64.4% and 51.1% in
average, respectively, which were comparable to their levels at
8 weeks after transplantation. The percentages of CD33 myeloid
cells, CD19 B cells, and CD34CD38 HSCs were comparable
to those at 8 weeks after transplantation (Figure 4A).
In the thymus, the percentage of CD3 T cells was increased up
to approximately 80% and approximately 60% in the BRGS and
NOD-RG strains, respectively. In addition to CD4CD8 thymic
precursors, both CD4 and CD8 single-positive T cells were
present and expressed surface TCR- or TCR-	, suggesting that
human T-cell maturation occurs in the BRGS thymus, as has been
shown previously in the NOG, NSG, and NOD-RG mouse
lines14-16,20 (Figure 4B). The number of CD20 mature B cells in
the spleen was increased and they expressed surface Ig light chain

/, reflecting their normal maturation (Figure 4C).
The BRGS mouse maintains self-renewal of human HSCs in
the long term
Figure 5A shows the changes in human cell chimerism in female
BRGS mice in the long term. The frequency of human CD45 cells
was maintained at a high level at least until 24 weeks after
transplantation. B-cell frequencies gradually declined, but human
myeloid, T, and NK cells progressively increased after engraftment
(Figure 5B). The delayed reconstitution of these lineages of human
cells has also been reported in studies using NSG mice.40,41
Figure 5C shows the results of the serial transplantation
analysis. After confirmation of human cell engraftment at 8 weeks
after the first transplantation, 1  106 human CD45 cells were
purified from primary BRGS recipients. These cells were trans-
planted into irradiated secondary BRGS recipients by intrafemoral
injection and tested for engraftment after another 8 weeks. Four of
6 secondary BRGS recipients showed multilineage engraftment of
human CD33, CD19, and CD3 cells (Figure 5C). These data
strongly suggest that BRGS mice can support long-term reconstitu-
tion and self-renewal of human HSCs.
The BRGS mouse is useful for experiments using CDC of
antibodies in the xenotransplantation setting
One of the problems in NOD-based xenograft models is that the
cytotoxic activities of antibodies are unable to be evaluated in vivo
Figure 3. Multilineage human HSC reconstitution in BRGS mice. (A) Representative FACS plots at 8 weeks after transplantation in the BM, spleen, and thymus.
(B) Human hematopoietic reconstitution in the spleens of BRGS and NOD-RG recipients (F: BRGS female; E: BRGS male; Œ: NOD-RG female; ‚: NOD-RG male).
There were no significant differences in the percentages of human CD45 cells and human CD19 B cells between these mice. (C) Human hematopoietic reconstitution
in the thymi of BRGS and NOD-RG recipients. There were no significant differences in the percentages of human CD45 cells and human CD3 T cells between these
mice. Symbols are as in panel B.
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in humanized mice. First, antibody-dependent cell-mediated cyto-
toxicity (ADCC) does not operate efficiently in xenotransplantation
experiments because these strains of mice are deficient in NK cells,
the major player for ADCC. In addition, immunodeficient pheno-
types of the NOD strain include complement-dependent hemolytic
activity due to a deficiency of C5,42 which is essential for
antibodies to exert complement-dependent cytotoxicity (CDC). All
NOD-based immunodeficient strains have this abnormality, whereas
the BRGS strain does not because it has a C57BL/6 background
except for the NOD-type SIRPA. We tested CDC activity in
C57BL/6-based strains, including the C57BL/6, C57BL/6-RG, and
BRGS mice, and in NOD-based strains such as NOD, NOD-scid,
and NOD-RG. As shown in Figure 6, sera from all of the
C57BL/6-based strains, including the BRGS strain, showed CDC
activities on sheep RBCs, whereas this was not found in any of
NOD-based strains. There were no significant differences in CDC
activities among the C57BL/6, C57BL/6-RG, and BRGS strains.
To determine whether BRGS mice had restored CDC in vivo,
8  105 cells of Raji, a Burkitt lymphoma cell line expressing
human CD45, was injected into BRGS or NOD-RG mice. Ten days
after transplantation, either rituximab, an anti-CD20 antibody that
has both CDC and ADCC activities, or a control IgG2a antibody
was administered IP for 7 days (Figure 7A) and the effect of
antibody injection on elimination of Raji cells was evaluated.
Representative results are shown in Figure 7B. In mice injected
with control IgG2a, Raji cells rapidly proliferated up to approxi-
mately 90% in the BM of both BRGS and NOD-RG mice. In
contrast, by injection of rituximab, percentages of human CD45
Raji cells were significantly decreased in BRGS mice (15.1%),
whereas the percentages of human CD45 cells in NOD-RG mice
were only slightly reduced by rituximab treatment (79.2%).
Representative FACS data are shown in Figure 7C. These data
clearly show that the CDC activity of antibodies was able to
operate in the BRGS strain.
Discussion
The NOD/ShiLt inbred mouse strain, which was originally devel-
oped by selecting cataract-prone strains,27 exhibits susceptibility to
the spontaneous development of autoimmune insulin-dependent
diabetes mellitus (IDDM) and many other autoimmune disorders.
The susceptibility to IDDM is polygenic and genetic loci associ-
ated with susceptibility to IDDM have been identified through the
Figure 4. Human hematolymphoid reconstitution at 16 weeks after transplantation. (A) In the BM, BRGS mice showed sustained multilineage engraftment of human
hematopoiesis at a level comparable to that in NOD-RG mice (F: BRGS female; Œ: NOD-RG female). (B) In the thymus, CD3 T cells were developed and their frequencies
were comparable in BRGS and NOD-RG mice. On FACS analysis, cells were differentiated into CD4 and CD8 single-positive T cells expressing the surface TCR- chain.
(C) In the spleen, CD10CD19CD20 mature B cells expressing surface Ig light chain 
 or  chain were present.
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development of congenic mouse strains. More than 20 Idd loci
have been identified. NOD mice display multiple aberrant immuno-
phenotypes, and introduction of these abnormalities into immuno-
deficient mouse lines by multiple backcrossing accelerated human
cell engraftment in xenotransplantation assays.11,14,15
In the current study, we present formal proof that under
disruption of T, B, and NK cells, NOD-specific Sirpa polymor-
phism could explain the efficient human cell engraftment in the
NOD strain. We replaced the Idd13 locus of C57BL/6-RG mice
with that of B6. The NOD-Idd13 mouse has the C57BL/6
background but is congenic for the NOD-derived 23cM segment of
chromosome 2 extending from microsatellite marker D2Mit274
through D2Mit343.43 In a previous study, we resolved the sequence
corresponding to the phenotype of support of human LTC-IC to a
region of 960 kilobases, within which coding regions of 14 genes
reside. Sirpa was the only gene within the Idd13 locus expressed in
BM stromal cells and macrophages and had coding sequence
polymorphism between the NOD and other strains.24 To determine
whether the efficient human cell engraftment in the NOD strains
was completely dependent on the NOD-type SIRPA polymor-
phism, we compared the engraftment efficiency of the BRGS
mouse with the NOD-RG mouse as a control, because in both
strains RAG and c genes are disrupted to disturb lymphoid cell
development. The NOD-RG strain displays the excellent human
cell engraftment comparable to the NOG/NSG strain21 in which the
SCID mutation instead of RAG-1 disruption is introduced. Our
data show that the reconstitution activity of human hematopoiesis
in BRGS mice is at least equal to that in NOD-RG mice in terms of
engraftment levels and multilineage reconstitution. Therefore,
replacement of the C57BL/6-Sirpa with the NOD-Sirpa is suffi-
cient for the C57BL/6-RG strain to gain the human cell engraft-
ment capability equal to the NOD-RG strain. NOD-SIRPA is able
to bind human CD47, signaling of which inhibits activation of host
macrophages to engulf human HSCs (Figure 1D), and therefore
this signaling might be able to inhibit xenograft rejection.24
The polymorphism of Sirpa could explain the strain-specific
trend toward human cell acceptability in xenotransplantation
experiments. There are 20 amino acid differences in the sequences
of Sirpa IgV domain between the NOD and B6 strains. Among
these, 5 amino acid residues are unique for NOD compared with
C57BL/6, BALB/c, ICR, and C3H. By testing their binding affinity
to human CD47 and their ability to support human LTC-IC, we
found that the xenograft capability–related NOD-specific polymor-
phism can be aggregated to a single location of polymorphism
(C.I., K.T., S.U., T.Y., K.I., J.K., T.M., K.A., The efficient
engraftment of human hematopoiesis in the BALB/c strain is
mounted by BALB/c-specific Sirpa polymorphism that enhances
binding affinity to human CD47, manuscript in preparation). In
Figure 5. Evaluation of self-renewal of human HSCs in the BRGS mouse model. (A) Change in frequency of human CD45 cells after transplantation. The level of human
CD45 cells was maintained at a high level until 24 weeks after transplantation (8 weeks, n  29; 16 weeks, n  17; and 24 weeks, n  4). (B) Change in the frequency of
human CD33 myeloid cells, B cells, T cells, and NK cells in the BM and spleen during the 24 weeks after transplantation (: 8 weeks; f: 16 weeks; and f: 24 weeks). Note
that the B-cell numbers gradually decreased and were compensated for by myeloid, T, and NK cells. (C) To test the self-renewal ability of human HSCs maintained in the first
recipient mice, 1  106 human CD45 cells were sorted from first-recipient mice and injected into second-recipient mice. Only female mice were used as recipients. After
another 8 weeks, 4 of 6 BRGS secondary recipients showed multilineage engraftment of human CD33, CD19, and CD3 cells. Representative FACS plots are shown.
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addition, we found recently that Balb/c mice also have another
polymorphism at the Sirpa IgV domain. Protein-binding assays
show that C57BL/6-SIRPA never binds to human CD47, but
Balb/c-SIRPA and NOD-SIRPA showed modest and very high
binding affinity, respectively, correctly reflecting their strain-
specific graft efficiencies.44 Furthermore, a recent study has shown
that the enforced expression of human SIRPA by a human BAC
transgene enables the 129;Balb/c.Rag1nullIl2rgnull mouse to engraft
human cells as efficiently as the NSG mouse.29 Therefore, in
xenograft models, the degree of SIRPA-CD47 interaction decided
by Sirpa polymorphism is one of the most critical factors to achieve
efficient human cell engraftment. Further study is required to
understand how the different binding affinity between these mouse
polymorphic SIRPAs and human CD47 is translated into cytoplas-
mic signaling that leads to respective efficiency for xenotransplan-
tation capabilities.
Figure 6. BRGS mice had CDC activity. Sera from
BRGS and C57BL/6-based mice showed CDC activity,
whereas none of the NOD-based strains did. Five mice
were analyzed in each strain. There were no statistical
differences in CDC activities among the C57BL/6-based
strains.
Figure 7. CDC activity of antibodies is evaluable in vivo in the BRGS xenogeneic model. (A) Experimental scheme of this experiment. Raji cells were injected into mice via
the tail vein. Ten days after the injection, either rituximab or control IgG2a antibody (200 g each) was injected IP daily for 1 week. (B) Frequencies of human CD45 Raji cells in
the BM of BRGS and NOD-RG mice with or without rituximab injection. A significant reduction of Raji cells was found only in BRGS mice injected with rituximab.
(C) Representative FACS plots of the BM cells of BRGS and NOD-RG mice after injection of rituximab or control IgG.
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Several recent studies have shown that, in xenograft models,
female mice somehow present significantly better reconstitution
than do male mice.38,39 It remains unclear whether sex-related
factors such as steroid hormones can affect the engraftment of
human HSCs. In the present study, the human cell chimerism
obtained in the BRGS strain was quite high, reaching  90% in
9 of 17 BRGS female mice, but none of the 13 NOD-RG female
mice achieved that level at 8 weeks after transplantation (Figure
2A). Furthermore, although BRGS male mice displayed lower
levels of human chimerism (approximately 45%), NOD-RG male
mice showed significantly lower levels than did NOD-RG female
mice, reaching only 20% of human cell chimerism in average on
our conditions (Figure 2A). As a result, the human cell chimerism
in BRGS male mice was significantly better than that in NOD-RG
male mice. Therefore, the BRGS mice showed a trend toward
higher levels of human chimerism in both the males and the
females. These results may suggest that unknown genetic abnormali-
ties antagonizing human cell reconstitution can exist outside of the
Idd13 locus in the NOD strain.
There remain many unknown factors that affect the efficiency of
human cell reconstitution in mouse xenotransplantation models.
For example, the BRGS model is capable of long-term, multilin-
eage human hematopoietic reconstitution, but human myeloid,
T, and NK cell reconstitution were significantly delayed compared
with the B-cell lineage (Figure 5B). This pattern of reconstitution is
commonly observed in other xenotransplantation models.40,41 Since
the introduction of human cytokines such as thrombopoietin and
membrane-bound SCF into humanized mouse models,45,46 myeloid
reconstitution has been accelerated, so the delay could have been
due to insufficient cross-reactivity of mouse cytokines with human
cytokine receptors. It is also possible that the mouse hematopoietic
microenvironment, including putative myeloid or lymphoid niches,
is not appropriate for human HSC development. The elucidation of
such unknown factors is necessary to develop further efficient
xenotransplantation models for future studies.
We have also shown herein the usefulness of the BRGS line in
testing the function of killing antibodies via CDC activity. Because
rituximab has both ADCC and CDC activity47 and because
NK cells, the major player for ADCC, are absent in efficient
xenograft models such as NOG,14 NSG,15 and NOD-RG20 mice, the
disappearance of Raji cells after rituximab injection in the BRGS
system must have been dependent largely on its CDC activity.
Selective cell depletion by killing antibodies should be very useful
in xenograft experiments, for example, in targeting cancer stem
cells,48 and in removing specific human cell component(s) from
reconstituted human hematolymphopoiesis in vivo. Therefore, the
BRGS humanized mouse model is applicable to future, more
sophisticated xenograft experiments.
In summary, in the present study, we selected NOD-type
polymorphic Sirpa from multiple abnormalities within the NOD
background and introduced it into the common C57BL6 mouse line
together with Rag2nullIl2rgnull mutations. The xenograft efficiency
of the BRGS line was equal to, or even better than, the NOD-RG
line, which is currently one of the best xenograft models. This
result formally proves that NOD-specific Sirpa polymorphism is
the genetic determinant of highly efficient xenograft activity in
NOD-based immunodeficient mouse models. Sparing other NOD-
specific abnormalities in this model also resulted in normalized
C5 function, which should help in future studies using CDC
activity of antibodies in vivo. The use of the BRGS line should also
save time in introducing other genes for further modification of the
line, keeping the high efficiency corresponding to the NOD-based
models without performing multiple backcrosses. Therefore, this
simplified mouse model should be very useful in future xenotrans-
plantation experiments using human cells.
Acknowledgments
The authors thank Atsushi Odawara and Yasuyuki Okawa for
purification of the CD47-Fc protein and the Kyushu Block Red
Cross Blood Center for providing the CB samples.
This work was supported in part by a grant-in-aid from the
Ministry of Education, Culture, Sports, Science and Technology of
Japan (to K.A. and K.T.), a grant-in-aid from the Ministry of Health,
Labor and Welfare of Japan (to K.A.), the Takeda Science Foundation
(to K.T.), the Cell Science Research Foundation (to K.T.), the Sumitomo
Foundation (to K.T.), the Japan Leukeamia Research Fund (to K.T.), and
the Uehara Memorial Foundation (to K.A.).
Authorship
Contribution: T.Y., K.T., and S.U. coordinated the project, designed
and performed the experiments, analyzed the data, and wrote the
manuscript; T.S., Y.K., T.T., and C.I. performed the experiments;
M. Nishihara managed the mice; H.I., T. Miyamoto, and K.A.
designed the experiments, reviewed the data, and edited the
manuscript; N.H. provided the antibodies and technical advice;
M. Nakao performed the experiments and provided technical
advice; and T. Matozaki provided the antibodies and technical
advice.
Conflict-of-interest disclosure: The authors declare no compet-
ing financial interests.
Correspondence: Koichi Akashi, MD, PhD, Department of
Medicine and Biosystemic Science, Kyushu University Graduate
School of Medical Sciences, 3-1-1 Maidashi, Higashi-ku, Fukuoka
812-8582, Japan; e-mail: akashi@med.kyushu-u.ac.jp.
References
1. Ishikawa F, Yoshida S, Saito Y, et al. Chemotherapy-
resistant human AML stem cells home to and engraft
within the bone-marrow endosteal region. Nat Bio-
technol. 2007;25(11):1315-1321.
2. Manz MG, Di Santo JP. Renaissance for mouse
models of human hematopoiesis and immunobi-
ology. Nat Immunol. 2009;10(10):1039-1042.
3. Bhatia M, Wang JC, Kapp U, Bonnet D, Dick JE.
Purification of primitive human hematopoietic
cells capable of repopulating immune-deficient
mice. Proc Natl Acad Sci U S A. 1997;94(10):
5320-5325.
4. Guenechea G, Gan OI, Dorrell C, Dick JE. Dis-
tinct classes of human stem cells that differ in
proliferative and self-renewal potential. Nat Im-
munol. 2001;2(1):75-82.
5. Clarke MF, Dick JE, Dirks PB, et al. Cancer stem
cells–perspectives on current status and future
directions: AACR Workshop on cancer stem cells.
Cancer Res. 2006;66(19):9339-9344.
6. Ailles LE, Weissman IL. Cancer stem cells in
solid tumors. Curr Opin Biotechnol. 2007;18(5):
460-466.
7. Bonnet D, Dick JE. Human acute myeloid leuke-
mia is organized as a hierarchy that originates
from a primitive hematopoietic cell. Nat Med.
1997;3(7):730-737.
8. Kikushige Y, Ishikawa F, Miyamoto T, et al. Self-
renewing hematopoietic stem cell is the primary
target in pathogenesis of human chronic lympho-
cytic leukemia. Cancer Cell. 2011;20(2):246-259.
9. Greiner DL, Hesselton RA, Shultz LD. SCID
mouse models of human stem cell engraftment.
Stem Cells. 1998;16(3):166-177.
10. McCune JM, Namikawa R, Kaneshima H, Shultz LD,
Lieberman M, Weissman IL. The SCID-hu mouse:
1324 YAMAUCHI et al BLOOD, 21 FEBRUARY 2013  VOLUME 121, NUMBER 8
For personal use only.on June 3, 2016. by guest  www.bloodjournal.orgFrom 
murine model for the analysis of human hematolym-
phoid differentiation and function. Science. 1988;
241(4873):1632-1639.
11. Shultz LD, Schweitzer PA, Christianson SW, et al.
Multiple defects in innate and adaptive immuno-
logic function in NOD/LtSz-scid mice. J Immunol.
1995;154(1):180-191.
12. Shultz LD, Lang PA, Christianson SW, et al.
NOD/LtSz-Rag1null mice: an immunodeficient
and radioresistant model for engraftment of hu-
man hematolymphoid cells, HIV infection, and
adoptive transfer of NOD mouse diabetogenic
T cells. J Immunol. 2000;164(5):2496-2507.
13. Shultz LD, Banuelos S, Lyons B, et al. NOD/LtSz-
Rag1nullPfpnull mice: a new model system with
increased levels of human peripheral leukocyte
and hematopoietic stem-cell engraftment. Trans-
plantation. 2003;76(7):1036-1042.
14. Ito M, Hiramatsu H, Kobayashi K, et al. NOD/
SCID/gamma(c)(null) mouse: an excellent recipi-
ent mouse model for engraftment of human cells.
Blood. 2002;100(9):3175-3182.
15. Shultz LD, Lyons BL, Burzenski LM, et al. Human
lymphoid and myeloid cell development in NOD/
LtSz-scid IL2R gamma null mice engrafted with
mobilized human hemopoietic stem cells. J Im-
munol. 2005;174(10):6477-6489.
16. Ishikawa F, Yasukawa M, Lyons B, et al. Develop-
ment of functional human blood and immune sys-
tems in NOD/SCID/IL2 receptor {gamma} chain-
(null) mice. Blood. 2005;106(5):1565-1573.
17. Christianson SW, Greiner DL, Hesselton RA,
et al. Enhanced human CD4 T cell engraftment
in beta2-microglobulin-deficient NOD-scid mice.
J Immunol. 1997;158(8):3578-3586.
18. Kollet O, Peled A, Byk T, et al. beta2 microglobulin-
deficient (B2m(null)) NOD/SCID mice are excellent
recipients for studying human stem cell function.
Blood. 2000;95(10):3102-3105.
19. Ishikawa F, LivingstonAG, Wingard JR, Nishikawa S,
Ogawa M. An assay for long-term engrafting human
hematopoietic cells based on newborn NOD/SCID/
beta2-microglobulin(null) mice. Exp Hematol. 2002;
30(5):488-494.
20. Pearson T, Shultz LD, Miller D, et al. Non-obese
diabetic-recombination activating gene-1 (NOD-
Rag1 null) interleukin (IL)-2 receptor common
gamma chain (IL2r gamma null) null mice: a ra-
dioresistant model for human lymphohaematopoi-
etic engraftment. Clin Exp Immunol. 2008;154(2):
270-284.
21. Brehm MA, Cuthbert A, Yang C, et al. Parameters
for establishing humanized mouse models to
study human immunity: analysis of human hema-
topoietic stem cell engraftment in three immuno-
deficient strains of mice bearing the IL2rgamma(null)
mutation. Clin Immunol. 2010;135(1):84-98.
22. Gorantla S, Sneller H, Walters L, et al. Human
immunodeficiency virus type 1 pathobiology stud-
ied in humanized BALB/c-Rag2-/-gammac-/-
mice. J Virol. 2007;81(6):2700-2712.
23. Christianson SW, Greiner DL, Schweitzer IB, et al.
Role of natural killer cells on engraftment of human
lymphoid cells and on metastasis of human
T-lymphoblastoid leukemia cells in C57BL/6J-scid
mice and in C57BL/6J-scid bg mice. Cell Immu-
nol. 1996;171(2):186-199.
24. Takenaka K, Prasolava TK, Wang JC, et al. Poly-
morphism in Sirpa modulates engraftment of hu-
man hematopoietic stem cells. Nat Immunol.
2007;8(12):1313-1323.
25. Ono A, Hattori S, Kariya R, et al. Comparative
study of human hematopoietic cell engraftment
into BALB/c and C57BL/6 strain of rag-2/jak3
double-deficient mice. J Biomed Biotechnol.
2011;2011:539748.
26. Kataoka S, Satoh J, Fujiya H, et al. Immunologic
aspects of the nonobese diabetic (NOD) mouse.
Abnormalities of cellular immunity. Diabetes.
1983;32(3):247-253.
27. Makino S, Kunimoto K, Muraoka Y, Mizushima Y,
Katagiri K, Tochino Y. Breeding of a non-obese,
diabetic strain of mice. Jikken Dobutsu. 1980;
29(1):1-13.
28. Oldenborg PA, Gresham HD, Chen Y, Izui S,
Lindberg FP. Lethal autoimmune hemolytic ane-
mia in CD47-deficient nonobese diabetic (NOD)
mice. Blood. 2002;99(10):3500-3504.
29. Strowig T, Rongvaux A, Rathinam C, et al. Trans-
genic expression of human signal regulatory pro-
tein alpha in Rag2-/-gamma(c)-/- mice improves
engraftment of human hematopoietic cells in hu-
manized mice. Proc Natl Acad Sci U S A. 2011;
108(32):13218-13223.
30. Oshima K, Ruhul Amin AR, Suzuki A, Hamaguchi M,
Matsuda S. SHPS-1, a multifunctional transmem-
brane glycoprotein. FEBS Lett. 2002;519(1-3):1-7.
31. Barclay AN, Brown MH. The SIRP family of re-
ceptors and immune regulation. Nat Rev Immu-
nol. 2006;6(6):457-464.
32. Matozaki T, Murata Y, Okazawa H, Ohnishi H.
Functions and molecular mechanisms of the
CD47-SIRPalpha signalling pathway. Trends Cell
Biol. 2009;19(2):72-80.
33. Tsai RK, Discher DE. Inhibition of “self” engulf-
ment through deactivation of myosin-II at the
phagocytic synapse between human cells. J Cell
Biol. 2008;180(5):989-1003.
34. Legrand N, Huntington ND, Nagasawa M, et al.
Functional CD47/signal regulatory protein alpha
(SIRP(alpha)) interaction is required for optimal
human T- and natural killer- (NK) cell homeosta-
sis in vivo. Proc Natl Acad Sci U S A. 2011;
108(32):13224-13229.
35. Motegi S, Okazawa H, Ohnishi H, et al. Role of
the CD47-SHPS-1 system in regulation of cell
migration. EMBO J. 2003;22(11):2634-2644.
36. Kuriyama T, Takenaka K, Kohno K, et al. Engulf-
ment of hematopoietic stem cells caused by
down-regulation of CD47 is critical in the patho-
genesis of hemophagocytic lymphohistiocytosis.
Blood. 2012;120(19):4058-4067.
37. Yahata T, Ando K, Sato T, et al. A highly sensitive
strategy for SCID-repopulating cell assay by di-
rect injection of primitive human hematopoietic
cells into NOD/SCID mice bone marrow. Blood.
2003;101(8):2905-2913.
38. Notta F, Doulatov S, Dick JE. Engraftment of hu-
man hematopoietic stem cells is more efficient in
female NOD/SCID/IL-2Rgc-null recipients. Blood.
2010;115(18):3704-3707.
39. McDermott SP, Eppert K, Lechman ER, Doedens M,
Dick JE. Comparison of human cord blood engraft-
ment between immunocompromised mouse strains.
Blood. 2010;116(2):193-200.
40. Traggiai E, Chicha L, Mazzucchelli L, et al. Devel-
opment of a human adaptive immune system in
cord blood cell-transplanted mice. Science. 2004;
304(5667):104-107.
41. Tanaka S, Saito Y, Kunisawa J, et al. Develop-
ment of mature and functional human myeloid
subsets in hematopoietic stem cell-engrafted
NOD/SCID/IL2rgammaKO mice. J Immunol.
2012;188(12):6145-6155.
42. Baxter AG, Cooke A. Complement lytic activity
has no role in the pathogenesis of autoimmune
diabetes in NOD mice. Diabetes. 1993;42(11):
1574-1578.
43. Prochazka M, Serreze DV, Frankel WN, Leiter EH.
NOR/Lt mice: MHC-matched diabetes-resistant con-
trol strain for NOD mice. Diabetes. 1992;41(1):98-
106.
44. Iwamoto C, Takenaka K, Urata S, et al. The effi-
cient engraftment of human hematopoiesis in the
Balb/c strain is mounted by Balb/c-specific SIRPA
polymorphism that enhances binding affinity to
human CD47 [abstract]. Blood (ASH Annual
Meeting Abstracts). 2011;118(21):4008.
45. Rongvaux A, Willinger T, Takizawa H, et al. Hu-
man thrombopoietin knockin mice efficiently sup-
port human hematopoiesis in vivo. Proc Natl
Acad Sci U S A. 2011;108(6):2378-2383.
46. Takagi S, Saito Y, Hijikata A, et al. Membrane-
bound human SCF/KL promotes in vivo human
hematopoietic engraftment and myeloid differen-
tiation. Blood. 2012;119(12):2768-2777.
47. Chao MP, Alizadeh AA, Tang C, et al. Anti-CD47
antibody synergizes with rituximab to promote
phagocytosis and eradicate non-Hodgkin lym-
phoma. Cell. 2010;142(5):699-713.
48. Kikushige Y, Shima T, Takayanagi S, et al. TIM-3
is a promising target to selectively kill acute my-
eloid leukemia stem cells. Cell Stem Cell. 2010;
7(6):708-717.
Sirpa DIRECTS HUMAN CELL ENGRAFTMENT IN NOD STRAIN 1325BLOOD, 21 FEBRUARY 2013  VOLUME 121, NUMBER 8
For personal use only.on June 3, 2016. by guest  www.bloodjournal.orgFrom 





Miki Nakao, Takashi Matozaki and Koichi Akashi
Tokuyama, Chika Iwamoto, Mariko Nishihara, Hiromi Iwasaki, Toshihiro Miyamoto, Nakayuki Honma, 
Takuji Yamauchi, Katsuto Takenaka, Shingo Urata, Takahiro Shima, Yoshikane Kikushige, Takahito
 
lines to achieve efficient human cell engraftment
 is the genetic determinant for NOD-based mouseSirpaPolymorphic 
 
http://www.bloodjournal.org/content/121/8/1316.full.html
Updated information and services can be found at:
 (3368 articles)Hematopoiesis and Stem Cells    
Articles on similar topics can be found in the following Blood collections
http://www.bloodjournal.org/site/misc/rights.xhtml#repub_requests
Information about reproducing this article in parts or in its entirety may be found online at:
http://www.bloodjournal.org/site/misc/rights.xhtml#reprints
Information about ordering reprints may be found online at:
http://www.bloodjournal.org/site/subscriptions/index.xhtml
Information about subscriptions and ASH membership may be found online at:
  
Copyright 2011 by The American Society of Hematology; all rights reserved.
of Hematology, 2021 L St, NW, Suite 900, Washington DC 20036.
Blood (print ISSN 0006-4971, online ISSN 1528-0020), is published weekly by the American Society
For personal use only.on June 3, 2016. by guest  www.bloodjournal.orgFrom 
